Polyclonal and monoclonal anti-tissue plasminogen activator (t-PA) antibodies were characterized by using enzyme immunoassay (ETA) in which j3-U-galactosidase was coupled to anti-t-PA antibody (Fab'). 2: 2 B10 and 1: 3 G5 antibodies, specific for both one-chain and two-chain t-PA, strongly bound with one-chain t-PA purified from cultured melanoma cell lines, but 1: 3 C5 antibody bound weakly with such t-PA. When polyclonal t-PA antibody was used as the first reaction antibody immobilized on silicone pieces, antit-PA polyclonal antibody mainly reacted with 2: 2 B10 or 1: 3 C5 antigenic determinant.
Fig. 1: Standard curves obtained from Enzyme im-
munoassay using j-Galactosidase and Horse radish peroxidase. Fig. 1 shows standard curves of the determination of purified t-PA using anti-polyclonal t-PA antibodies coupled with p-Galactosidase or Horse radish peroxidase. Gradual increase in fluorescence intensity between 0.01 and 0.1ng/ml was also observed. On the other hand, use of Horse radish peroxidase resulted in little change in the optical density at 492 nm even up to 1ng/ml.
These result show that use of j-Galactosidase give more sensitive assays for the determination of t-PA than use of Horse radish peroxidase does. 17: 277 Effects of EDTA on the sensitivity of Enzyme immunoassay Human plasma or heart extract was added with various amounts of t-PA. Plasma or heart extract was then added with 5mM EDTA, and the calibration curves of t-PA in the plasma or heart extract were obtained in the presence or the absence of EDTA.
Fig. 2-A shows that the calibration curve of pure t-PA was similar to t-PA added to the plasma in the presence of EDTA, but in its absence the calibration curve was lower. On the other hand the presence or absence of EDTA did not influence the calibration curve of t-PA in the heart extract (2-B). 
